OCs differentiated on sterile cover glass were fixed and stained by Alexa-phalloidin (Thermo Fischer Scientific, Waltham, MA) and 0.5 ug/ml DAPI for 45 min in the dark at room temperature. Cells were washed with PBS twice and observed under the Axioplan2 fluorescence microscopy (Zeiss, Swiss). To quantify the extent of actin ring formation, phalloidin-stained OC images were uploaded into ImageJ software. Total red-channel fluorescent density was calculated per OC by selecting the entirety of the cell.
